Murine g-herpesvirus 68 (MHV-68) infection of Mus musculus-derived strains of mice is an established model of g-herpesvirus infection. We have previously developed an alternative system using a natural host, the wood mouse (Apodemus sylvaticus), and shown that the MHV-68 M3 chemokine-binding protein contributes significantly to MHV-68 pathogenesis. Here we demonstrate in A. sylvaticus using high-density micro-arrays that M3 influences the expression of genes involved in the host response including Scgb1a1 and Bpifa1 that encode potential innate defense proteins secreted into the respiratory tract. Further analysis of MHV-68-infected animals showed that the levels of both protein and RNA for SCGB1A1 and BPIFA1 were decreased at day 7 post infection (p.i.) but increased at day 14 p.i. as compared with M3-deficient and mock-infected animals. The modulation of expression was most pronounced in bronchioles but was also present in the bronchi and trachea. Double staining using RNA in situ hybridization and immunohistology demonstrated that much of the BPIFA1 expression occurs in club cells along with SCGB1A1 and that BPIFA1 is stored within granules in these cells. The increase in SCGB1A1 and BPIFA1 expression at day 14 p.i. was associated with the differentiation of club cells into mucus-secreting cells. Our data highlight the role of club cells and the potential of SCGB1A1 and BPIFA1 as innate defense mediators during respiratory virus infection.
Murine g-herpesvirus 68 (MHV-68, Murid herpesvirus 4 (MuHV-4)) infection of laboratory mice is a tractable and widely used small-animal model of g-herpesvirus infection, [1] [2] [3] [4] [5] [6] [7] specifically for the human pathogens EpsteinBarr virus and Kaposi's sarcoma-associated herpesvirus. Laboratory mice (M. musculus) are not a natural host for MHV-68. [8] [9] [10] [11] So, to define host-pathogen interactions in an authentic system, we have developed infection of wood mice (A. sylvaticus), which are a natural host of MHV-68, as an alternative model. 12 The host response to MHV-68 in wood mice differs from that seen in laboratory mice. Intra-nasal infection of wood mice with MHV-68 leads to productive replication in lung epithelial cells and in macrophages within granulomatous infiltrates that peaks at day 7 post infection (p.i.) and is resolved by day 21 p.i. 12 This is followed by a latent infection of B cells in the spleen and in the lung within perivascular and peribronchiolar lymphocyte accumulations that leads to the formation of iBALT. The expansion of latently infected B cells peaks at day 14 p.i. but MHV-68 then establishes a latent infection in the spleen and lung that persists long term. 12 The M3 gene of MHV-68 encodes a viral chemokine-binding protein, known to bind a range of chemokines in vitro; however, its in vivo function could not be discerned when using laboratory mice that are a non-natural host. 13, 14 Our previous experiments in wood mice using an MHV-68 mutant deficient in M3 showed that although M3 is not essential for infection, there is a marked alteration in the cellular response to the M3 mutant. Specifically, in wood mice infected with MHV-68 lacking M3, there is an alteration in the chemokine and cytokine environment, loss of the B-cell-dominated infiltrate in lungs at day 7 p.i., absence of iBALT formation at day 14 p.i., and a significantly reduced latent infection, 15 further highlighting the significance of our wood mouse system. The airway epithelium secretes multiple proteins that function in innate defense. Two highly expressed proteins that are thought to have this role are secretoglobin, family 1A, member 1 (SCGB1A1; also called uteroglobin, club (Clara) cell secretory protein or CC10) and BPI fold-containing family A1 (BPIFA1; also called SPLUNC1). [16] [17] [18] [19] [20] SCGB1A1 is produced by non-ciliated epithelial, ie, club cells (Clara cells) in the airways. 16 The precise role of SCGB1A1 has not been clearly defined and is likely to be multifactorial. However, Scgb1a1
À / À mice show both increased viral loads and increased pulmonary inflammation following respiratory syncytial virus infection 21 and increased inflammatory, cytokine, and chemokine responses following infection with an E1-and E3-deleted adenoviral vector. 22 BPIFA1 is found in the respiratory epithelium and submucosal glands of the upper airways and in the salivary glands in mice and humans. [17] [18] [19] [23] [24] [25] The interspecies diversity and rapid evolution of BPIF genes 26, 27 suggest a role for the proteins in host defense. BPIFA1 has a surfactantlike function 28 and is involved in the regulation of the amiloride-sensitive epithelial sodium channel, ENaC. 29 Infection with Mycoplasma spp. induces Bpifa1 expression in murine airways 30 and, importantly, BPIFA1 enhances IL-8 production and bacterial clearance. 30 Recent data also suggest that the protein is important in the defense against Klebsiella pneumoniae infection 31 and acts through modulation of macrophage function. 32 As part of a study to identify transcriptional signatures associated with the MHV-68 M3 protein during infection, we identified a modulation of Scgb1a1 and Bpifa1 expression. Here we describe the temporal and spatial changes in the expression of these two genes and their products during MHV-68 infection of wood mice.
METHODS Cell Culture and Virus
Stocks of MHV-68, clone g2.4, 33 and previously published, genetically engineered mutant MHV-68 viruses vM3.stop and vM3.MR 13 were grown and titrated by infection of baby hamster kidney cells (BHK-21), as previously described. 34 vM3.stop contains a stop codon inserted into the M3 locus so as to disrupt the production of M3 protein. vM3.MR is a marker-rescue control virus derived from vM3.stop that expresses M3. BHK-21 cells were maintained in Glasgow's Modified Minimal Essential Medium with 10% newborn calf serum and 10% tryptose-phosphate broth, 2 mM L-glutamine, 70 mg/ml penicillin, and 10 mg/ml streptomycin.
Wood Mice
Animal work was reviewed by the local University of Liverpool ethics committee and performed under UK Home Office Project Licence 40/2483 and personal licence 60/6501. MHV-68-negative, laboratory bred wood mice (Apodemus sylvaticus) were obtained from the established colony at the University of Liverpool, housed, and maintained as previously described. 12, 15 Virus Infection Animals were randomly assigned into multiple cohorts, anesthetized lightly with halothane, and separate cohorts inoculated intra-nasally with either 4 Â 10 5 PFU of MHV-68 or recombinants vM3.stop (M3 deficient) or vM3.MR (markerrescue control; kind gifts of Samuel Speck, Herbert W. Virgin IV and Victor van Berkel 13 ) in 40 ml sterile PBS, or were mock infected with PBS. They were killed on day 7 or 14 p.i. by cervical dislocation. Lungs and trachea were removed immediately and samples subjected to RNA purification or fixed for histology and transmission electron microscopy (TEM). A sample size of n ¼ 3 was used and was determined using power calculations and previous experience of experimental infection with these viruses. Separate cohorts of mice were used for microarray analysis, RNA (quantitative reverse transcriptase-PCR (qRT-PCR)) analysis, histopathology (RNA in situ, immunohistology (IH)), and electron microscopy.
Microarray Analysis
Microarray work was performed by the University of Liverpool Centre for Genomic Research (http://www.liv.ac.uk/ genomic-research/). Cohorts of three wood mice were infected with MHV-68 vM3.MR or vM3.stop 35 and euthanized on day 14 p.i. Total cellular RNA was purified from the lungs using an RNeasy mini kit (Qiagen). We used one lung sample from each mouse per chip, ie, three biological replicates for each infection group. RNA quality was assessed using a 2100 bioanalyzer (Agilent Technologies) and 5 mg used for array hybridization. RNA was reverse transcribed, amplified in vitro, biotinylated, cRNA fragmented, hybridized to Mouse Genome 430A V2 arrays, and scanned following Affymetrix protocols (http://www.affymetrix.com). Image processing and normalizations were performed using the Affymetrix MAS 5.0 software before input into GeneSpring (Agilent Technologies). The derived signal value was globally normalized and targeted to all probe sets equal to 100 before comparative analysis. Data were normalized per chip and to the 50th percentile. Signal intensities represent the abundance of RNA transcripts. Genes (probe sets) showing greater than twofold change in value and with a Po0.001 with respect to 'Present' or 'Absent' flags were chosen as changed genes. Genes whose expression was regulated more than twofold are described in Table 1 .
Cloning and Sequencing of Wood Mouse cDNAs
Total RNA was purified from lung tissue of uninfected A. sylvaticus using the RNeasy Mini Kit (Qiagen) and DNA contamination removed by treating RNA with amplification grade DNase I (Life Technologies) according to the manufacturers' recommendations. Reverse transcription was Table 2 . The cycling parameters were initially 95 1C for 10 min, and then for each cycle: 94 1C for 10 s, 60 1C for 20 s, and 72 1C for 60 s. The products were inserted into pCR2.1 using a TOPO-TA cloning kit (Life Technologies) according to the manufacturer's instructions. DNA from these cultures was extracted by alkaline lysis and sequenced commercially (Eurofins MWG, Germany). Six clones were sequenced for each gene and the sequence obtained compared with existing sequences using BLASTN. 36 The sequences have been submitted to Genbank and have accession numbers HM008619 (Scgb1a1) and HM008620 (Bpifa1). 
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Quantitative Reverse Transcriptase-PCR qRT-PCR was performed as previously described 12 using total RNA purified from the lungs (see above). Each sample was amplified in triplicate and the means from three animals were used and expressed relative to the copy number of the house-keeping gene 60S ribosomal protein L8 (Rpl8) cDNA. The oligodeoxynucleotide primers used for PCR are provided in Table 3 .
Histology, IH, and In Situ Hybridization
Lung and trachea were fixed in 4% buffered paraformaldehyde for 24-48 h and routinely paraffin wax embedded. Consecutive sections (3-5 mm) were either stained with hematoxylin and eosin, used for IH or RNA in situ hybridization (RNA-ISH) and double stains. IH was performed using the peroxidase anti-peroxidase method as previously described. 37, 38 Primary antibodies used were rabbit anti-mSCGB1A1 (a kind gift of Barry Stripp) 39 and rabbit anti-mBPIFA1 that was generated previously to an epitope localized in the N-terminal portion of the protein that is unique to the rodent lineage. 25 The specificity of these targets had been determined previously. Papanicolaou's hematoxylin or the alcian blue/periodic acid-Schiff (AB-PAS) reaction for the demonstration of mucins were used as counterstains for the IH.
Detection of RNA by RNA-ISH followed a previously described protocol using digoxigenin-labeled sense and antisense probes, which were generated by in vitro transcription (digoxigenin RNA Labelling Kit (SP6/T7), Roche Applied Science, Mannheim, Germany). 12,40,41 RNA-ISH probes were generated using IMAGE clones of mouse Scgb1a1 (MGC:41130, IMAGE:1434396) and Bpifa1 (MGC: 62586, IMAGE:6314015) in pBluescript SK that were obtained via the Mammalian Gene Collection. 42 Control sense strand probes were consistently found to show no reaction when hybridized to sections of wood mouse lung.
In addition, a combination of two techniques was used in which RNA-ISH was followed by IH.
Quantitative Histopathological Assessment
The percentage area and density of DAB staining within airway epithelium was quantified using whole slide images scanned and analyzed using the Chromavision automated cellular imaging system (ACIS II) and ACIS Product version 2.4.8.0 (Clarient, Inc.) and Matrox s Imaging Library. Regions of interest comprising the airway epithelium and excluding other cells were outlined and defined as trachea, bronchus, or bronchiole. The ACIS system analyses thresholds of hue, luminosity, and saturation, which were set relative to the chromogen (DAB) utilized for BPIFA1 and SCGB1A1 localization. These data provided an average density of staining for each region of interest. The percentage area stained was defined as the brown area (positive immunostaining) divided by the total brown area plus blue area (hematoxylin;
Transmission Electron Microscopy
Sections of lung and trachea were fixed in 4% paraformaldehyde with 2.5% glutaraldehyde in 0.1 M sodium cacodylate buffer, and were routinely embedded in epoxy resin. Semi-thin sections (0.5 mm) were prepared to select areas of interest. Ultrathin (60 nm) sections were cut, mounted on copper grids, stained with Reynold's lead citrate, and viewed with an H600 TEM (Hitachi).
Statistical Analysis
Data were analyzed by one-way ANOVA with Bonferroni post-tests using the minitab v16 statistical package; P-values were set at 95% confidence interval.
RESULTS

Transcriptional Signatures Associated with MHV-68 M3 Expression During Infection
Our earlier study revealed that M3 is critical for modulating the host response wood mice. Thus, the efficient establishment of virus latency and formation of iBALT in the lung are dependent on M3 expression. 9, 15 To gain further insight into the mechanism of M3 action, we identified genes that were differentially expressed in the presence and absence of M3. RNA extracted from the lungs of wood mice at day 14 p.i. with recombinant MHV-68 vM3.stop (M3-deficient) or vM3.MR (marker-rescue expressing M3) was analyzed using high-density microarrays. This revealed a limited number of genes (n ¼ 89) whose expression was at least twofold changed (Table 1) . Functional annotation and grouping of these genes was performed. Of note were the obvious upregulation of genes encoding immunoglobulins and a downregulation of a high proportion of macrophage-specific genes in wood mice infected with vM3.MR as compared with vM3.stop infection. Of particular interest, several genes expressed in the airway epithelium encoding secreted glycoproteins were also upregulated in vM3.MR-infected wood 
These included two members of the secretoglobin family (SCGB1A1 (club cell secretory protein or uteroglobin) and SCGB3A2 (uteroglobin-related protein 2)) and two members of the BPI fold-containing protein family (BPIFA1 (short PLUNC1, SPLUNC1) and BPIFB1 (long PLUNC1, LPLUNC1)). Scgb1a1 and Bpifa1 were highly differentially expressed (10.3-and 17.6-fold, respectively; Table 1 bold print). As it had been suggested that both these proteins were involved in airway defense, 19, 21 we decided to analyze these proteins further during MHV-68 infection.
To validate the microarray results we performed qRT-PCR. However, to ensure accurate quantification, cDNAs corresponding to Scgb1a1 and Bpifa1 were generated from RNA extracted from wood mouse lung tissue using degenerate primers and cloned into pCR2.1. The DNA sequence of these clones revealed that the wood mouse Scgb1a1-coding sequence shares 93% identity at the nucleotide level with M. musculus Scgb1a1 and that the wood mouse Bpifa1-coding sequence shares 94% identity at the nucleotide level with M. musculus Bpifa1. An alignment of the predicted aminoacid sequences of SCGB1A1 and BPIFA1 from wood mouse and other mammalian species was made using ClustalW2.0 43 ( Supplementary Figures E1 and E2 ). This revealed a high level of conservation of these proteins between wood mouse and house mouse. Of particular note is the conservation of an extended N-terminal glycine/proline-rich region between wood mouse and mouse BPIFA1 (Supplementary Figure E2) that has previously been shown to be rodent specific.
To quantify Scgb1a1 and Bpifa1 mRNA, cohorts of wood mice were either mock-infected, infected with vM3.MR or with vM3.stop for either 7 or 14 days. These time points were chosen as we have shown previously that they correspond to the peak of productive virus replication and peak of latency expansion (and iBALT) in the wood mice. 12 RNA was then extracted from the lung tissues and analyzed by qRT-PCR using wood mouse-specific primers (Table 3) . At day 7 p.i., there were no significant differences in the levels of Scgb1a1 and Bpifa1 between any of the groups of wood mice (Figure 1) . However, at day 14 p.i., the levels of both Scgb1a1 and Bpifa1 transcripts were significantly elevated (Po0.05) in the lungs of wood mice infected with vM3.MR as compared with both mock-and vM3.stop-infected animals. Both transcripts were also elevated in animals infected with vM3.stop as compared with mock-infected wood mice at this time point, although these changes were not statistically significant. This confirms our microarray data whereby expression of Scgb1a1 and Bpifa1 was elevated at day 14 p.i. in vM3.MR-as compared with vM3.stop-infected animals, but also show that there is a greater change when vM3.MRinfected are compared with mock-infected wood mice, suggesting that M3 was partially responsible for elevation of the expression of these host genes. Our previously published results 15 have shown that vM3.stop is attenuated in wood mice, the viral load at day 14 p.i. being ca 1 log lower in M3.stop as compared with vM3.MR-infected animals. In addition, the chemokine and cytokine levels were shown in our previous study to vary between the two groups so it is equally possible that other factors are responsible for differences in SCGB1A1 and BPIFA1 expression. However, the modulation of SCGB1A1 and BPIFA1 expression does suggest a role for these factors during the viral infection. As these represented novel findings, and little is known about the function of these proteins in the context of viral infection, we decided to concentrate on how they behave during MHV-68 infection.
SCGB1A1 Expression is Modulated after MHV-68 Infection
To determine any anatomical-and/or temporal-based variation in SCGB1A1 after infection, trachea and lungs from 
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Rpl8 ACAGAGCCGTTGTTGGTGTTGT 108
bBPIFA1-r Bpifa1 TGCACCAGGGTGACATCCAAAC Figure 1 MHV-68 modulates the transcription of Scgb1a1 and Bpifa1 in the lungs of wood mice. RNA was extracted from the lungs of infected wood mice at days 7 and 14 p.i. as indicated and analyzed by qRT-PCR using primers specific for wood mouse Bpifa1 and Scgb1a1. The copy number of mRNA was normalized to the copy number of cellular Rpl8.
Bars represent mean ± s.e.m. (n ¼ 3). Statistically significant differences (one-way ANOVA with Bonferroni post-tests) between groups are represented by square brackets above. *Po0.05.
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GH Leeming et al wood mice that were either mock-infected or infected with MHV-68 were analyzed at day 7 and 14 p.i. (Figure 2 ). Histopathological analysis of hematoxylin and eosinstained sections revealed a pattern of changes after infection with MHV-68 consistent with our previous observations, represented predominantly by mutifocal mononuclear perivascular and peribronchiolar as well as multifocal granulomatous infiltration on day 7 p.i., and perivascular and peribronchiolar lymphocyte-dominated infiltration with iBALT formation at day 14 p.i. (not shown).
Expression of Scgb1a1 was detected by RNA-ISH within mock-infected wood mice in rare epithelial cells in the trachea, but was seen more frequently in the bronchial epithelium. Cells in the larger proximal bronchioles stained most frequently for Scgb1a1, with numerous cells showing Scgb1a1 transcripts. Smaller (terminal) bronchioles showed less frequent staining for Scgb1a1 and the alveoli were negative. After infection with MHV-68, at both days 7 and 14 p.i. the trachea and bronchi showed a distribution of Scgb1a1 expression similar to that observed in control wood mice Figure 2 MHV-68 modulates the expression of SCGB1A1 and BPIFA1 RNA and antigen in bronchiolar epithelial cells. Lungs were harvested from wood mice that were either mock-or MHV-68-infected at either day 7 or day 14 p.i. as indicated. RNA specific for Scgb1a1 and Bpifa1 was detected by RNA-ISH using specific riboprobes, visualized with BCIP/NBT (dark blue-black), and counterstained with hematoxylin. Antigen was detected by immunohistology (IH) analysis using antibodies specific for SCGB1A1 and BPIFA1, visualized with DAB, and counterstained with hematoxylin. Scale bar represents 50 mm.
(not shown). However, in the bronchioles, there was a downregulation of Scgb1a1 expression at day 7 p.i. and an upregulation at day 14 p.i. (Figure 2, top row) .
The presence of SCGB1A1 protein was determined by IH staining, which showed that the anatomical distribution of SCGB1A1 was similar to that of Scgb1a1 RNA and to that previously described for M. musculus 44 in both mock-and MHV-68-infected mice at both time points p.i. (Figure 2 , second row).
To assess further the amount of epithelial SCGB1A1 protein present across the respiratory tract, we performed quantitative analysis of the IH. At day 7 p.i., the intensity of staining for SCGB1A1 was significantly lower in the trachea (Po0.005) and bronchioles (Po0.05) in MHV-68-infected mice as compared with mock-infected control mice (Figure 3a) . The percentage area of epithelium that stained positively for SCGB1A1 was similarly significantly decreased ( Figure 3b ). SCGB1A1 protein changes in the bronchi were not significant. At day 14 p.i., there were no significant alterations in the intensity of staining or the percentage of tissue stained in either the trachea or bronchi (Figure 3a and  b) , but within the bronchioles (closest to the site of viral replication) there were significant increases (Po0.005) in both parameters in MHV-68-infected wood mice compared with mock-infected wood mice (Figure 3 ).
BPIFA1 Expression is Modulated after MHV-68 Infection
Anatomical and temporal changes in Bpifa1 RNA and BPI-FA1 protein expression following MHV-68 infection were similarly determined in the same wood mice used for SCGB1A1 analysis. The BPIFA1 antibody used was generated to an epitope localized in the N-terminal portion of the protein that is unique to the rodent lineage (Supplementary Figure E2) . This epitope shares 13/16 amino acids with the mouse sequence used to generate the antibody.
In mock-infected wood mice, Bpifa1 RNA was most notable in the trachea and bronchi, within the respiratory epithelium (non-ciliated cells; Figure 2 , third row) and the submucosal glands. Within the bronchioles there were scattered Bpifa1-positive cells. We did not detect Bpifa1 expression in the alveoli. Following infection with MHV-68, there were similar, high levels of Bpifa1 transcription in the trachea and bronchi, and the proximal bronchioles showed an increase in transcription at day 14 p.i. (Figure 2, third row) . The smaller terminal bronchioles were frequently negative, showing no changes from control animals.
IH analysis demonstrated that BPIFA1 protein was distributed in a similar pattern to the RNA, ie, within the non-ciliated epithelium of the trachea and bronchi and submucosal glands and to a lesser extent in the bronchiolar epithelium in both mock-and MHV-68-infected animals ( Figure 2 , bottom row).
Quantitative analysis (Figure 4) showed that although there was no significant difference in intensity of staining or percentage of tissue stained in the trachea and bronchi at day 7 p.i., there was a significant decrease in the intensity of staining (Po0.005) and in the percentage area stained (Po0.05) in the bronchioles at this time point. In contrast, at day 14 p.i., this pattern was reversed, as increases in BPIFA1 staining intensity was seen at all levels of the respiratory tract in MHV-68-infected compared with mockinfected animals (trachea Po0.05, bronchi and bronchioles Po0.05) and a significant increase in the area stained was seen in the bronchi and bronchioles. This increase did not correlate well with the staining for Bpifa1 transcripts by RNA-ISH. Figure 3 SCGB1A1 protein levels are modulated after MHV-68 infection. Lungs were harvested from wood mice that were either mock-or MHV-68-infected at either day 7 or day 14 p.i. as indicated. SCGB1A1 was detected by IH analysis using antibodies specific for SCGB1A1, visualized with DAB, and counterstained with hematoxylin. The intensity of staining (a) and percentage area of epithelium stained (b) in the trachea, bronchi, and bronchioles were assessed by image analysis. Data are for three mice per group presented as mean ± s.e.m. (n ¼ 3). Significant differences from mock-infected mouse values are shown by an asterisk.
To investigate further the apparent discrepancy between the detection of Bpifa1 RNA and BPIFA1 protein in bronchioles, double staining (IH and RNA-ISH) was performed on the same slide. The results showed co-localization of RNA and protein in trachea, bronchi, and proximal bronchioles (Figure 5a ), but the presence of BPIFA1 protein without evidence of Bpifa1 RNA in the terminal bronchioles (Figure 5b ). In addition, BPIFA1 protein was localized predominantly intracellularly in larger airways (Figure 5a ) within what appear to be storage granules (Figure 5c ). In contrast, the strong staining observed in the terminal bronchioles was present not only within the airway epithelium but also in the airway lumen or apical surface of the cells (Figure 5b ).
Club Cells can be Multi-Functional
Club cells by definition secrete SCGB1A1. 45, 46 To investigate if the same cells that produced SCGB1A1 also secreted BPIFA1, we used a combination of RNA-ISH and IH to determine co-localization. An RNA probe for Bpifa1 was used followed by detection of SCGB1A1 by IH. This identified club cells in the bronchioles that expressed both Bpifa1 transcripts and SCGB1A1 antigen (Figure 5d ). To determine if club cells also produced mucins, IH using the SCGB1A1 antibody was performed as before and the AB-PAS reaction to highlight carbohydrates (neutral mucins: magenta, acidic mucins: blue) was applied as counterstain. The results (Figure 5e ) identified club cells positive for SCGB1A1 that also contained AB-PAS-positive granules in the cytoplasm, consistent with mucus vesicles. Thus, we show for the first time that club cells producing SCGB1A1 not only can produce mucus after virus infection but also produce increased amounts of BPIFA1.
Club Cells in the Bronchiole become Vesiculated after Infection
As MHV-68 infection lead to an induction of mucus production by club cells, we wished to determine if this was associated with a corresponding alteration in their morphological phenotype. TEM was performed on lung tissue of mock-or MHV-68-infected wood mice at day 14 p.i. The proportion of ciliated vs non-ciliated epithelial cells was assessed as was the proportion of club cells with either a common or more vesiculated morphology indicative of mucus secretion, as previously defined. 44 In mock-infected animals, the overwhelming majority of club cells demonstrated the typical or common morphology, including cytoplasm of moderate electron density, organized arrays of smooth endoplasmic reticulum, and electron-dense secretory vesicles in the apical part of the cell (Figure 6a and c) at all levels of the respiratory tract. In wood mice infected with MHV-68, in addition to the common type of club cell, vesiculated club cells were observed. These were infrequent in the trachea but increased in number in the distal airways (Figure 6b and c) making up ca 10% of bronchial and ca 25% of bronchiolar club cells. They exhibited marked vesiculation of the apical part or all of the cytoplasm and the vesicles contained moderately electron-dense material characteristic of mucin. There was no significant difference in the proportion of ciliated and non-ciliated epithelial cells revealed no significant difference after infection (Figure 6d ). 44 
DISCUSSION
We have developed MHV-68 infection of wood mice as an authentic system to study g-herpesvirus infection. MHV-68 encodes a chemokine-binding protein termed M3, and in the current study, we used our wood mouse system along with a Figure 4 BPIFA1 protein levels are modulated after MHV-68 infection. Lungs were harvested from wood mice that were either mock-or MHV-68-infected at either day 7 or day 14 p.i. as indicated. BPIFA1 was detected by IH analysis using antibodies specific for BPIFA1, visualized with DAB, and counterstained with hematoxylin. The intensity of staining (a) and percentage area of epithelium stained (b) in the trachea, bronchi, and bronchioles were assessed by image analysis. Data are for three mice per group presented as mean ± s.e.m. (n ¼ 3). Significant differences from mock-infected mouse values are shown by an asterisk. virus deficient in M3 expression (vM3.stop) to identify transcriptional signatures associated with the M3 protein during infection of the lung. Among other changes, this identified a significant upregulation of Scgb1a1 and Bpifa1 expression that was not only associated with expression of M3 but also with MHV-68 infection in general. We further examined the differential temporal and spatial expression of these two genes and their products in airways during MHV-68 infection of wood mice. This showed that BPIFA1 can be expressed and stored in granules within club cells along with SCGB1A1 and that there is a decrease in expression of both proteins in the bronchioles at day 7 p.i. consistent with release of stored protein. At day 14 p.i., the expression of both proteins increased. This is associated with the production of mucus in club cells.
Global analysis indicated differential expression of 89 genes between vM3.stop and vM3.MR-infected wood mice at day 14 p.i. (Table 1 ). Of note is the upregulation of a number of genes encoding immunoglobulins in mice infected with vM3.MR, which in likely a consequence of iBALT formation in these animals and its absence in vM3.stop-infected wood mice. 15 It is also interesting that the expression of a high proportion of macrophage-specific genes was downregulated in vM3.MR-infected mice as compared with vM3.stop infection. This suggests disruption of macrophage function by M3 in vivo and fits well with the in vitro evidence for M3 binding to chemokines that affect macrophage function 13, 14 and the in vivo evidence that M3 results in lower levels of macrophage-specific chemokines. 15 The most highly differentially expressed genes at day 14 p.i. were Scgb1a1 and Bpifa1. Differential expression was confirmed by qRT-PCR and in addition it was found that expression of both genes was lower in mock-infected animals than after either vM3.MR or vM3.stop virus infection (Figure 1) . However, at day 7 p.i., there were no significant differences in the expression of either gene between any of the groups. A reduction in the level of expression of both genes in the mock control between day 7 and day 14 is likely due to alterations in expression caused by anesthesia and administration of PBS carrier and underlines the importance of using this control at both time points. The potential function of the M3 chemokine-binding protein in modulation of Scgb1a1 and Bpifa1 expression is interesting, but likely to be complex, and made more so by the M3-deficient virus being less pathogenic than vM3.MR, and hence, harboring a much higher viral load in the lung. 15 Modulation of Scgb1a1 and Bpifa1 expression after MHV-68 infection clearly suggests a role for these factors in the host response. However, future studies will concentrate on if or how M3 might have a role in modulating expression of these interesting proteins.
The expression of Scgb1a1 RNA was most frequently observed in the bronchiolar epithelium in mock-infected wood mice (Figure 2 ), but was also present throughout the respiratory epithelium, similar to that seen in M. musculus. 44 At day 7 p.i. with MHV-68, there was a decrease in Scgb1a1 RNA in the bronchioles and a significant decrease in both intensity of staining and percentage area stained for SCGB1A1 protein in the trachea and bronchioles (Figures 2 and 3 ). In contrast, there was no difference in expression of Scgb1a1 mRNA detected by qRT-PCR between mock-and MHV-68-infected wood mice in the lungs at this time point (Figure 1 ). This discrepancy is probably due to the decreased RNA expression within bronchioles (as detected by RNA-ISH) being rendered undetectable by qRT-PCR analysis in a background of RNA extracted from whole lung tissue, including trachea and bronchi, where there was no difference in Scgb1a1 RNA expression. This highlights the value of RNA-ISH in our analysis. However, at day 14 p.i., there was an increase in Scgb1a1 expression in infected animals within the bronchiolar epithelium (Figures 1 and 2 ). In line with this, there were significant increases in SCGB1A1 protein in the bronchioles in MHV-68-infected wood mice (Figures 2 and 3 ).
The precise function of SCGB1A1 is not known, although it has been shown to inhibit phospholipase A2 and the production of IFN-g, IL-1, and TNF-a. 16 In addition, Scgb1a1
À / À mice infected with respiratory syncytial virus display an increased inflammatory response and also, increased viral titer when compared with wild-type animals. 21 Mice deficient in SCGB1A1 that are infected with adenovirus also show a more intense inflammatory response. 22 Thus, our observations of modulation of SCGB1A1 expression after infection with MHV-68 fit with a role in host defense and/or immunomodulation.
In laboratory mice, BPIFA1 is found predominantly in the upper respiratory tract and palate 47 as a product of the airway epithelium 23, 47, 48 and the submucosal glands. 48, 49 In humans, it is found predominantly in the non-ciliated cells of the upper respiratory tract and submucosal glands. 50 We observed a similar pattern of expression in wood mice (Figure 2 ). After infection, we detected Bpifa1 RNA in nonciliated epithelial cells in the trachea, bronchi, and proximal bronchioles but not terminal bronchioles (Figure 5a and b) . When we analyzed BPIFA1 protein by IH, however, we found its presence in the entire respiratory tract, although the staining was less intense in the terminal bronchioles than in the trachea and bronchi (Figure 2) , where the staining was mostly within granules in club cells (Figure 5c ). Interestingly, IH analysis also identified the protein cell-free within the lumen of some terminal bronchioles (Figure 5b) . Quantitative analysis showed that BPIFA1 levels were decreased in bronchioles at day 7 p.i. but increased throughout the entire respiratory tract in response to infection at day 14 p.i. (Figure 4) . Our results show for the first time that BPIFA1 is produced and stored in club cells. The presence of BPIFA1 protein in the terminal bronchioles in the apparent absence of RNA is enigmatic. There is no precedence for secreted proteins to travel from higher up in the respiratory tract to terminal bronchioles, so BPIFA1 protein in this region could represent limited local production and rapid secretion from amounts of RNA that we did not detect by RNA-ISH. A recent report has described a decrease in BPIFA1 in the bronchio-alveolar lavage fluid after challenge of mice with bacteria and influenza A virus up to 7 days p.i. and suggested that BPIFA1 may act as a sensor of exposure to pathogens. 51 The site of production of BPIFA1 was not analyzed in this study, nor were later time points, but the results concur with our observation of its reduced expression in bronchioles at day 7 p.i. during acute infection. In turn, the increased levels of BPIFA1 protein that we observed throughout the entire respiratory tract at day 14 p.i. may indicate a distinct role in the resolution of infection.
The cellular locations of SCGB1A1 and BPIFA1 overlap, but are not identical. We have shown here that cells positive for SCGB1A1 protein in bronchioles also transcribe Bpifa1 (Figure 5d ). Thus, we show for the first time that club cells are able to produce BPIFA1 and also appear to retain the protein within granules (Figure 5c ). We also found the morphology of a proportion of club cells changed in response to infection and that the 'vesiculated type' of club cell 44 became much more frequent in the bronchioles of infected wood mice (Figure 6 ). The club cells also appeared to produce mucin following infection, as indicated by the AB-PAS reaction (Figure 5e ). Club cells have been shown to produce mucus in response to antigen challenge, 52 although other reports dispute that they have the capacity to store mucin and rather undergo metaplasia, becoming goblet-like cells. 53 Boers et al., 54 in a survey of club cells in humans, found that SCGB1A1 expression and a positive PAS reaction within the same cell occurred in between 25 and 45% of goblet cells, depending on the location within the respiratory tract. This was defined as an 'intermediate' cell type with characteristics of both goblet cells and club cells. 54 Our results suggest that a proportion of club cells may undergo differentiation toward a goblet cell morphology, and may be in part the mechanism of mucous metaplasia observed in response to viral infection. 55 The increase in BPIFA1 expression seen here at day 14 p.i. may also be associated with the phenotypic alteration of club cells into mucin-secreting cells.
Like SCGB1A1, the precise function of BPIFA1 is unknown. It has a surfactant-like effect 28 and is involved in the regulation of the amiloride-sensitive epithelial sodium channel, ENaC. 29 Infection with Mycoplasma spp. induces Bpifa1 expression in murine airways 30 and, importantly, BPIFA1 enhances IL-8 production and bacterial clearance. 30 Recent data also suggest that the protein may be implicated in the mediation of host responses through modulation of macrophage function. 32 Thus, the modulation of BPIFA1 expression after MHV-68 infection is consistent with a function in host defense and/or immune modulation including, possibly, sensing of infection. 51 Our data show that the quantitative modulation of two proteins, SCGB1A1 and BPIFA1, is associated with MHV-68 infection. Although there are subtle differences, the temporal and spatial distribution of these two molecules throughout the respiratory tract is generally coordinated suggesting some commonality of regulation. Both proteins are stored in granules in club cells and their decrease in expression at day 7 p.i. is consistent with release of stored protein during the phase of acute MHV-68 virion production and epithelial cell damage. An increase in both proteins along with mucus and a change in morphology of a proportion of club cells likewise suggests a role for both proteins during the resolution of virion production and the establishment of latency. This also highlights a potentially important role of the club cell during virus infection in terms of secretion of factors involved in host defense.
Supplementary Information accompanies the paper on the Laboratory Investigation website (http://www.laboratoryinvestigation.org)
